A) BMDMs were incubated in the indicated concentrations of MMF or DMF for 4 h and then cells were stimulated with 100 ng/ml LPS for 30 min. Cells were then lysed and the levels of the indicated proteins determined by immunoblotting. B) UbcH7 was incubated in the presence or absence of MMF for 30 minutes. E2 loading reactions for Ubc13 and UbcH7 in the presence of ubiquitin, Ube1 and Mg-ATP were carried out in the presence of increasing concentrations of MMF as described in the methods. Ubiquitin loading was resolved on 4-12% polyacrylamide gels.
Supplementary data
Dimethyl fumarate blocks pro-inflammatory cytokine production via inhibition of TLR induced M1 and K63 ubiquitin chain formation. Figure 3 . DMF does not directly inhibit the LUBAC complex. RAW264.7 cells were incubated in the presence or absence of 50 μM DMF for 4h. Cells were then left unstimulated or treated with 100ng/ml LPS for 30 minutes. Cells were lysed and LUBAC immunoprecipitated using anti-HOIP antibody as described in the methods. After washing, the E3 ligase assay was initiated by the addition of Ube1, UbcH7, ubiquitin and ATP and analysed by immunoblotting with anti-ubiquitin following SDS-PAGE.
